Background: Blind and excessive application of fertilizers was found during the cultivation of Panax notoginseng in fields, as well as increase in root rot disease incidence. Methods: Both "3414" application and orthogonal test designs were performed at Shilin county, Yunnan province, China, for NPK (nitrogen, phosphorus, and potassium) and mineral fertilizers, respectively. The data were used to construct the one-, two-, and three-factor quadratic regression models. The effect of fertilizer deficiency on root yield loss was also analyzed to confirm the result predicted by these models. A pot culture experiment was performed to observe the incidence rate of root rot disease and to obtain the best range in which the highest yield of root and saponins could be realized. Results: The best application strategy for NPK fertilizer was 0 kg/667 m 2 , 17.01 kg/667 m 2 , and 56.87 kg/ 667 m 2 , respectively, which can produce the highest root yield of 1,861.90 g (dried root of 100 plants). For mineral fertilizers, calcium and magnesium fertilizers had a significant and positive effect on root yield and the content of four active saponins, respectively. The severity of root rot disease increased with the increase in soil moisture. The best range of soil moisture varied from 0.56 FC (field capacity of water) to 0.59 FC, when the highest yield of root and saponins could be realized as well as the lower incidence rate of root disease. Conclusion: These results indicate that the amount of nitrogen fertilizer used in these fields is excessive and that of potassium fertilizer is deficient. Higher soil moisture is an important factor that increases the severity of the root rot disease.
Introduction
Panax notoginseng (Burk.) F. H. Chen (Araliaceae), named Sanchi in Chinese, is a highly regarded medicine in China [1] . The root of P. notoginseng is confirmed to have many effects on the blood system, cardiovascular system, brain, vascular system, nervous system, metabolism, and immune regulation [2] . It is currently listed as a dietary food supplement by the United States Dietary Supplement Health and Education Act [3, 4] . As its popularity has increased around the world, the prices of its raw material and processed products have markedly increased. In today's markets, all Sanchi ginseng are cultivated products owing to the loss of wild species [5] .
In order to obtain larger yields, large amounts of chemical, organic, and/or foliar fertilizers are applied during P. notoginseng cultivation, although their influence on root yield and quality is poorly understood. According to our field survey, the content of organic matter, total nitrogen, and total phosphorus in the soil after planting 1-yr-old P. notoginseng was 26.44%, 47.20%, and 69.52%, respectively, higher than that in soils without planting. Available nitrogen and potassium, in particular, even increasedd294.55% and 47.99%, respectively. More importantly, this blind and excessive application of fertilizers can lead to an imbalance in soil nutrients, and even cause nitrate contamination. Furthermore, it has been proven that excessive use of N fertilizer reduces the concentration of naringin and rutinoside in grapefruits [6, 7] , anthocyanin in apples [8] , and polyphenolic compounds and antioxidant activity in basil [9] . Therefore, it is urgent for us to understand the need of P. notoginseng for soil nutrients and to come up with an optimal strategy for fertilizer application as needed.
By contrast, Sanchi ginseng is produced in fields under artificial shade structures [5] . Farmers often plant P. notoginseng at a high density to decrease the cost of investment, hoping to increase their profit. In this situation, diseases such as rot root disease are found to easily occur because plant growth requires a warm and humid environment during the growing season; meanwhile, fungicide application is inhibited because of limitations on pesticide residues for medicinal materials. There is no resistant cultivar that has been bred to date, and no efficient approach has been adopted to reduce the incidence of root rot disease, although some environmental factors are known to induce the disease to become even more severe [10] . It has been found that most root diseases are favored by wet soil [11] . Therefore, we wondered if the incidence of root rot disease will decrease with the decrease in soil moisture.
To address serious concerns on the negative effect of excessive fertilizer application on the root yield and quality of P. notoginseng, and the need to reduce the incidence of root disease in the field, this investigation was performed to (1) construct a fitting model between NPK (nitrogen, phosphorus, and potassium) fertilizer and dried root yield, as well as the abundance analysis of each fertilizer in experimental fields; (2) measure the effects of mineral fertilizers on dried root yield and on the accumulation of four active saponins; (3) evaluate the effects of soil moisture on the accumulation of four active saponins and on the incidence of root rot disease to propose the best soil moisture for root yield and the content of active saponins following the most fitted model.
Materials and methods

Plant and soil
Three-yr-old P. notoginseng seedlings were used to study the effect of fertilizer application on root yield and the content of saponins. The experimental site is located in the town of Guishan in Shilin county, Yunnan, China (24 44 0 14 00 N, 103 38 0 54 00 E, altitude 2,128 m). The soil type was red clay soil with dense viscosity. Only those fields with uniform topographic and geomorphic conditions were selected for use. The soil nutrients of both the experimental field and the clearing beside it were determined prior to the field experiment (Table 1) .
Application design of NPK fertilizer
The "3414" application design of NPK fertilizer was followed (Table 2) , because it has been applied in many crops including medicinal plants, such as winter wheat [12] , Chrysanthemum indicum [13] , and Smooth Cayenne pineapple [14] . Both N (urea) and K (K 2 SO4) fertilizers were applied four times during the growing seasondon April 15, June 15, August 15, and October 15. The amounts used in the first application were 4/16 N and 4/16 K, and in the second application were 6/16 N and 6/16 K. In the third application we used 5/16 N and 4/16 K, and in the last application we used 1/16 N and 2/16 K. The P fertilizer (P 2 O 5 ) was applied half on April 15 and half on August 15. The area of the soil plot was 2 m Â 1.5 m, and each treatment comprised 15 plots. Prior to application, these fertilizers were mixed with 200 g organic fertilizer and 300 g dry soil, and then they were placed in a plastic bag for 3 d.
Application of mineral fertilizer
An orthogonal test design was adopted, and the field experiment was carried out based on the L 16 (4 5 ) method. Four levels were designed for each fertilizer used: Zn (ZnSO 4 ), B (Borax), Ca (CaSO 4 ), and Mg (MgSO 4 ) ( Table 3 ). All four fertilizers were applied twice during the growing season, on April 15 and August 15, with each of half. The area of each field plot was 2 m Â 1.5 m, and each treatment comprised 15 plots. Similar to NPK application, these fertilizers were mixed with 33.48 g urea, 93.80 g K 2 SO 4 , 47.85 g ammonium phosphate, 200 g organic fertilizer, and 300 g dry soil, and then they were placed in a plastic bag for 3 d until application.
Effect of field capacity of water on root weight
The soil sample was taken from the plowed soil of the idle field with field capacity of water (FC) of 36.80%. A total of 200 3-yr-old individuals with uniform morphology were randomly selected for the drought stress experiment, which were planted on March 12, 2012, in plastic pots with dimensions of 22 cm (height), 27 cm (mouth diameter), and 18 cm (bottom diameter). The total weight of stones and pot was 1.7 kg, and each pot was then filled with 6.3 kg of filtered soil sample. The pots were put under rain shelter after covering 150 g dried pine needle on potted soil. The water control experiment was performed on April 20, when the seedling leaves were sprouting. Four stress levels were designedd0.45 FC, 0.60 FC, 0.70 FC, and 0.85 FCdwith a control of FC. Each level had 25 pots with two plants in each. The water loss was supplemented at 17:00 daily. The water control ended on October 20, when the roots were harvested to observe dried weight and to detect the content of four active saponins.
To build the relationship between soil moisture and the incidence of root rot disease, those plants exhibiting root rot disease were also recorded during a 6-mo period of water control. The incidence percentage ¼ (the number of root rot plants/50) Â 100%.
Determination of root weight
In the field experiment of fertilizer application, roots of P. notoginseng were harvested on November 20. Ten individuals were randomly harvested from each plot, and 10 plots were randomly selected to obtain fresh roots of 100 individuals. They were dried in an oven at 40 C for about 15 d to have a constant weight after cleaning.
For the water control experiment, six plants from three pots in each treatment were collected to observe fresh weight of aboveground and underground parts. The dried weight of aboveground and underground parts was determined after oven drying, and the drying rate was then obtained, respectively, for each part. The dried weight of both aboveground and underground parts for another 12 plants from six pots in each treatment were also determined, and then they were used to detect the content of four effective saponins.
Content of four active saponins
The samples were prepared by following the method provided by China Pharmacopeia [15] . The chromatographic condition followed the guidelines set by the Standard Administration of the People's Republic of China [16] . A Waters (Milford, MA, USA) chromatography system equipped with 1525 Binary HPLC pump, 2487 dual l absorbance detector, and 2707 autosampler was used to perform the HPLC analysis and to determine the content of four active saponins. The column configuration consisted of a Waters SYMMETRY C18 reserved-phase column (5 mm, 250 mm Â 4.6 mm) and a SYMMETRY C18 guard column (5 mm, 200 mm Â 4 mm). The column temperature was maintained at 30 C. UV absorption was measured at 203 nm.
Methyl alcohol (MeOH) and acetonitrile (MeCN) (HPLC grade) were purchased from Tedia Co., Inc. (Fairfield, OH, USA). Ultrapure water was generated with an ultrapure water system (Shanghai Ultrapure Technology, Shanghai, China). Standard ginsenosides Rg1 (110703-201027), Rb1 (110704-201122), Rd (111818-201001), and notoginsenoside R1 (110745-200617) were purchased from the National Institute for the Control of Biological and Pharmaceutical Products (Beijing, China). The contents of these four active saponins were determined from those dried roots that were harvested from the pots with different water stresses.
Results
Fitting model between NPK fertilizer application and dried root weight
The dried root weight of 100 plants was determined from 10 field plots in each treatment of NPK fertilizer application (Table 4) . A three-factor quadratic regression model was developed
where Y represents the dried root weight of 100 plants (g) as a dependent variable, and X 1 , X 2 , and X 3 are independent variables representing N, P, and K fertilizers, respectively. When taking the data of Table 4 into this model, Equation 1 was obtained,
Through the analysis of variance of Equation 1, the R 2 value (0.982 in Table 5 ) showed good fitting between this regression model and the field data, exhibiting its potential for fertilizer application. When the significance of these indices from b 1 to b 9 was estimated, only b 3 was significant, exhibiting that K fertilizer had a significant effect on root weight. When N fertilizer application was fixed at the level of 22.5 kg/ 667 m 2 , the effect of P and K fertilizer application on root weight was fitted using the two-factor quadratic regression model,
where Y represents the dried root of 100 plants (g) as a dependent variable, and X 2 and X 3 are the independent variables representing P and K fertilizers, respectively. When inputting the data of treatments 4e10 and 14 (Table 4 ) into this regression model, Equation 2 was obtained,
The analysis of variance and R 2 value (0.982) also showed good fitting between this regression model and field data ( Table 6 ). respectively, the one-factor quadratic regression model was constructed,
, where Y is a dependent variable and X 1 is an independent variable of N fertilizer. When taking the data of treatments 2, 3, 6, and 11 into this model, Equation 3 was obtained:
Similarly, the one-factor quadratic regression model was constructed for P 2 
, when fixing the application level of N and K fertilizers at 22.5 kg/667 m 2 and 45 kg/ 667 m 2 , respectively. After taking the data into this model, Equation 4 was obtained:
2 ) was constructed for K fertilizer, when the application levels of N and P fertilizers were both fixed at 22.5 kg/ 667 m 2 . Equation 5 was also obtained:
The analysis of variance was performed to assess the fitness between field data and regression models, and the R 2 values for Equations 3e5 were 0.988, 0.989, and 0.989, respectively, showing good fitness. Based on the one-factor quadratic model, it was not necessary to apply N fertilizer, which could yield the highest root weight (1,827.47 g; Table 7 ). After a comprehensive evaluation of the application level recommended by these models, the best application levels for N, P, and K fertilizers were 0 kg/667 m 2 , 17.01 kg/ 667 m 2 , and 56.87 kg/667 m 2 , respectively, which produced the highest root weight of 1,861.90 g ( Table 7 ).
Effect of absence of NPK fertilizer on root yield loss in current experimental fields
The dried root weight of 100 individuals was calculated for evaluating yield loss, when N, P, or K fertilizer is absent. The equation used for this calculation was as follows:
percentage of relative yield ¼ (dried root weight of 100 individuals when N, P, or K fertilizer was absent/dried root weight of 100 individuals with abundant N, P, and K fertilizer) Â 100%.
The percentage of relative yield for N, P, and K fertilizers was 113.46%, 93.64%, and 90.09%, respectively. This indicates that the application of N fertilizer in experimental fields is redundant ( Table 8 ). The dried root yield in the field without N fertilizer was higher (34.09%) than that in the field without fertilizer application. However, the additional N fertilizer application of 11 
Effects of application of mineral fertilizations on root yield and the content of four active saponins
The dried root weight of 100 individuals and the content of four saponins in each treatment of application of mineral fertilizers were determined as shown in Table 9 . After calculation using Wolfram Mathematica 8 software (Wofram Research Inc., Champaign, IL, USA), both K value and range (R) were obtained. As shown in Table 10 , the K value was largest when Zn and Mg fertilizers were at the second level, whereas Ca and B were at the fourth level. The increase in K values for each of Zn, Mg, and B fertilizers was not accordance with the increase in application amount. However, the K value of Ca fertilizer increased with the increase in application amount. The range (R) for four fertilizers decreased as follows: Ca > Mg > B > Zn, which indicates that Ca fertilizer has a larger effect on root weight compared with the other three. Both K value and range (R) were calculated for four fertilizers when evaluating their effect on the content of four effective saponins in roots. The K value reached its highest when Zn and Ca fertilizers were applied at the first level, and Mg and B fertilizers were at the fourth and the second levels, respectively (Table 11 ). The K values for Zn, Ca, and B fertilizers did not increase with the increase in application amount of each. Only the K value of Mg fertilizer showed the same tendency to application amount. The range (R) also showed the same tendency, Mg > Ca > Zn > B, also indicating that Mg fertilizer has a greater effect on the accumulation of saponins (Table 11 ).
The analysis of variance further exhibited that Zn, Mg, and B fertilizers had no significant effect on dried root weight, but Ca had a positive significance (Table 12) . When compared with dried root weight among the four application levels, a significant difference was found between the first and the fourth levels. As for the effect of these four fertilizers on the accumulation of four active saponins, only Mg had positive significance, and a significant difference was found between the first and the fourth application levels (Table 13 ).
Effect of mineral fertilizer absence on root yield loss in current fields
The yield of four active saponins (dried root weight of 100 plants Â saponin content) was calculated for evaluating yield loss, when Ca, Mg, Zn, or B fertilizer was absent. The equation used was as follows: % of relative yield ¼ (yield of 4 saponins when Ca, Mg, Zn, or B fertilizer was at the first level (Table 9 )/highest yield of four saponins in Ca, Mg, Zn, or B fertilizer application) Â 100%.
The percentage of relative yield for Ca, Mg, Zn, and B fertilizer was 95.3%, 86.6%, 98.9%, and 92.3%, respectively. This indicates that both Ca and Zn fertilizers used in experimental fields are excessive ( Table 8 ). The percentage of relative yield in Mg fertilizer fields was in the lowest range of abundance (Table 8) , which might increase the yield to some extent if additional fertilizer is applied.
Effect of soil water content on dried root weight, drying rate, and root/shoot ratio
The dried root weight increased with the increase in soil water content up to 0.60 FC, with a dried root weight of 13.28 g/plant, and then decreased thereafter, showing a dried root weight of 12.35 g/ plant and 7.97 g/plant at 0.70 FC and 0.85 FC, respectively (Table 14) . The largest dried root weight at 0.6 FC was 1.29-, 1.07-, and 1.67-folds of 0.45 FC, 0.70 FC, and 0.85 FC, respectively, among which the differences between 0.6 FC and 0.45 FC and between 0.6 FC and 0.85 FC were significant (Table 14) . Different from the dried root weight, the drying rate and the root/shoot ratio decreased in accordance with the increase in soil water. The drying rate at 0.45 FC was significantly higher than that at 0.70 FC and 0.85 FC. Obviously, the root/shoot ratio was easily affected by the soil water content, and a significant difference was found between any two of them (Table 14) .
Effect of soil water on content of four active saponins
The effects of soil water on the accumulation of four active saponins were different. Both ginsenosides Rb1 and Rd decreased with the increase in soil water. The content of ginsenoside Rb1 at 0.45 FC was significantly higher than those at 0.60 FC, 0.70 FC, and 0.85 FC, with a significant difference noticed also between 0.60 FC and 0.85 FC. For ginsenoside Rd, the content at 0.45 FC was significantly higher than that at 0.85 FC. The other two ginsenosides, R1 and Rg1, however, were not sensitive to the changes in soil water content, and no significance was found between any two soil water contents for these saponins ( Fig. 1; Table 15 ).
Effect of soil water on the incidence of root rot disease
The incidences of root rot disease increased with the increase in soil water content, showing that the disease incidence rates at 0.45 FC, 0.60 FC, 0.70 FC, and 0.85 FC were 4%, 10%, 12%, and 32%, respectively. For the occurrence rate at 0.85 FC, in particular, it was 20% higher than that at 0.70 FC. During the growing season, the root rot disease easily occurred in August.
Fitting model construction for obtaining appropriate soil water
The data on dried root weight, four saponins' content, root rot disease incidence, and soil water content were used for regressionfitted analysis, and three equations were obtained:
and
Y 1 , Y 2 , and Y 3 represent dried root weight (g), the yield of four saponins (g) in dried root of 100 plants, and the number of plants with root rot in a total of 100 individuals, respectively. X represents the ratio of real field capacity of water in soil to the largest field capacity of soil water. Considering that soil water content affected the dried root weight, contents of four saponins, and root rot disease incidence, two more equations between dried root weight (g, using 100 plants) and soil water content [F y (X)], and between the content of four saponins (g, using 100 individuals) and soil water content [F s (X)] were constructed:
When taking the obtained Y 1 , Y 2 , and Y 3 values from the above three equations into these two equations, the new two equations were obtained: (Fig. 2) , indicating that the 
Discussion
In China, progress in food production resulted from the rapid increase in the use of chemical fertilizer nitrogen with a mean application rate of about 180 kg/ha y À1 or 120 kg/ha crop À1 in the year 1998 [17] . P. notoginseng, a medicinal crop that offers high profit, also has a high fertilizer demand. Farms often blindly apply more fertilizers (especially urea), hoping to obtain the largest yields and thus maximize their profits. Our fitting model result and the analysis of relative yield loss all showed that use of N fertilizer in fields is excessive and that it has no or negative effect on yield increase (Table 7) . In conventional vegetable production, excessive N fertilizer use has led to low N fertilizer use efficiency in most intensive vegetable production regions [18e20]. Furthermore, for the higher application rates of 112.5 kg N/ha and 150 kg N/ha, in the field without irrigation, the net residual rates are equivalent to 14.6% and 30.8% of N applied, respectively [21] . These data are accordance with the percentage (25.34%) of available nitrogen in the clearings when compared with that in the nearby experimental fields (Table 1) . A field survey of Anguo, Hebei province, China, has shown that the nitrate contents of the 0e20 cm, 20e40 cm, and 40e60 cm soil layers in those fields planted with medicinal crops were 37.96e 436.86 mg/kg, 26.27e435.64 mg/kg, and 12.91e383.23 mg/kg, respectively, which were obviously higher than 3.71e184.65 mg/kg, 8.14e198.11 mg/kg, and 6.04e145.81 mg/kg found in the corresponding soil layer of cereal fields [22] . Therefore, accurate estimates of N input, output, and N balance in soil system are very important because nitrate will enter the hydrological system or denitrify in deep soil layers when unused NO 3 À is transported below the root zone, resulting in nitrate pollution of groundwater [20,23e26] . Our results also found that application of calcium fertilizer could significantly increase the root yield of P. notoginseng (Table 12 ). The significant yield increase with the application of Ca was also confirmed in potato, wherein the tuber yield increased by 10.2% [27] . After application of 450e600 kg/ha CaeSi fertilizer (available CaO 30%, SiO 2 35%) in the sandy soil of Puyang county, Henan, China, the peanut yield increased by 20.03e24.71% [28] . The result of a previous survey on soil characteristics in fields planted with P. notoginseng showed that the average of pH value, cation exchange capacity, and the percentage of base saturation in 14 experimental sites of the three main production counties of Yunnan province were 5.13 m.e/kg, 241.5 m.e/kg, and 35.90%, respectively [29] . These survey data indicate that these soils are acidic, wherein protons and aluminum ions are abundant, but calcium and magnesium ions are deficient. Therefore, the application of calcium and magnesium fertilizers to acidic soil will balance the ions and thus increase the root yield of P. notoginseng, as theoretically revealed by our fitting model; moreover, this hypothesis has been confirmed in peanut [28] . However, if a larger amount of magnesium fertilizer is applied, the magnesium ions would produce antagonistic action to potassium ions [30] , but calcium ions would not. Hence, in field production, application of calcium fertilizer often shows a better yield increase compared with magnesium fertilizer, especially for crops with higher demand for potassium (e.g., peanuts) [28] . It has been found that the amount of magnesium ions absorbed by plants is lower than that of calcium and potassium because of the antagonistic action between them [31] . As revealed by the survey of Jin et al [29] , the soils planted with P. notoginseng are all acidic, which is weak in retaining magnesium ions, thus leading to its leaching from soil. Application of magnesium fertilizer (225 kg/ ha 2 ) in acidic or slightly acidic soil in Yunnan was found to increase plant growth, contents of chlorophyll and carotene, and photosynthetic and transpiration intensity in tobacco [31] . Through a pot culture experiment, He et al [30] found that application of 40 mg/kg and 80 mg/kg magnesium fertilizer could attain the highest root yield and the highest biomass of whole plant of Paris polyphilla var. yunnanensis, respectively, but further application would result in a significant decrease of both. These reports confirm our results as predicted by the fitting model that magnesium fertilizer can increase the root yield of P. notogingseng within the level of 9 kg/ha (0.6 kg/667 m 2 ) (Table 10 ). In fact, magnesium fertilizer can also change the contents of secondary metabolites and/or their quality. In the pot culture experiment, He et al [30] detected the highest content of total saponins in new roots at the application level of 80 mg/kg magnesium fertilizer. The roots of P. notoginseng are all newly produced, and they ought to have a strong ability to absorb more magnesium, thus enhancing the accumulation of saponins. However, if excessive magnesium fertilizer is applied, it would decrease the absorption of phosphorus, potassium, and calcium in plants, as well as the K/Mg ratio in leaves, causing leaf roll and wilt [30, 32] . In this study, the highest application level of magnesium used in the model is 1.8 kg/667 m 2 , which is obviously lower than that of 80 mg/kg in the pot culture experiment. Therefore, it also induced a significant increase in the content of four active saponins, accompanied by the increased application level of magnesium fertilizer. However, owing to the negative effect of the excessive amount of magnesium on other ions, the proper application level should be restricted to a suitable range.
P. notoginseng, a shady plant with a C 3 cycle, prefers warm and humid environments for its growth. Its cultivation fields are all covered with adumbral and branches with residual leaves of Metasequoia glyptostroboides to maintain such an environment [5] . Under this type of environment, the root rot disease easily occurs based on our field survey. If the relative humidity of air reaches 95% and air temperature hits 20 C, the root rot disease would severely occur and spread quickly [10] . It has been found that most root diseases are favored by wet soil [11] , and that warm and wet conditions hamper complete disease suppression, although frequent fungicide applications are used to prevent disease spread [33] . In fact, when growing P. notoginseng, it is prohibited to apply any fungicide because its roots are used as medicine. Fortunately, lower temperature and humidity can reduce the incidence of the disease [33] . Our pot culture experiment of soil moisture also confirmed that lower soil moisture could reduce the development of root rot disease, for which the optimum range of the soil water content varied from 0.564 FC to 0.59 FC, when considering the effect of soil moisture on root yield and the content of active saponins (Fig. 2) . However, for certain crops such as Salvia miltiorrhiza (in our previous work), the root yield will significantly decrease under medium water stress (0.5 FC) when compared with that in 0.7 FC [34] . The contents of all six active components increased under the condition of drought stress except rosmarinic acid [34] . A field survey showed that the common incidence rates for root rot disease of P. notoginseng are 5e20%, with a severity higher than 70% in the 1980s [35] . In fact, this disease incidence has been increasing in the past two decades, owing to the limitation of farmlands, unavoidable continuous mono-cropping, and the significantly positive effect of continuous mono-cropping on the incidence of root rot disease [4] . The pathogens are not fully understood to date, and it is expected that the residues will be retained in the soils for many years after harvest. Our results confirmed that the presence of more soil water will exacerbate the impact of these pathogens and thus cause the disease to become even more severe. In this situation, controlling soil water by using pot culture to produce the root of P. notoginseng may prove to be our sole choice in the future. Our pot culture experiment has provided the theoretical evidence for this and the corresponding fitting model (Fig. 2) .
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